Background: To reduce costs of rearing replacement heifers, researchers have focused on decreasing age at breeding and first calving. To increase returns upon initiation of lactation the focus has been on increasing mammary development prior to onset of first lactation. Enhanced plane of nutrition pre-weaning may benefit the entire replacement heifer operation by promoting mammary gland development and greater future production. Methods: Twelve Holstein heifer calves (< 1 week old) were reared on 1 of 2 dietary treatments (n = 6/group) for 8 weeks: a control group fed a restricted milk replacer at 0.45 kg/d (R, 20% crude protein, 20% fat), or an accelerated group fed an enhanced milk replacer at 1.13 kg/d (EH, 28% crude protein, 25% fat). At weaning (8 weeks), calves were euthanized and sub-samples of mammary parenchyma (PAR) and mammary fat pad (MFP) were harvested upon removal from the body. Total RNA from both tissues was extracted and sequenced using the Illumina HiSeq2500 platform. The Dynamic Impact Approach (DIA) and Ingenuity Pathway Analysis (IPA) were used for pathway analysis and functions, gene networks, and cross-talk analyses of the two tissues.
Background
Replacement heifer rearing accounts for approximately 20% of annual farm costs [1] [2] [3] . To reduce costs, research has focused on: 1) lowering age at breeding and first calving, and 2) enhancing mammary development before first lactation to increase returns during the productive life of the cow. The first strategy appears the easiest and fastest to implement, being that puberty is tightly associated with body weight (BW), and Holstein heifer pubertal BW is relatively constant (250-280 kg or 40-50% of mature weight [4] ). In fact, Tozer and Heinrichs [5] estimated a reduction of 4.3% of heifer rearing costs by decreasing age at first calving by 1 month, mainly due to a shortening of the non-productive portion of a heifer's life by encouraging earlier herd entry and productivity.
To reach puberty weight earlier, producers must increase feed allowance in the pre-pubertal period. However, when this was done immediately after weaning, mammary parenchymal (PAR) tissue mass and DNA content in Holstein calves decreased by 23 and 32%, respectively [6] . The detrimental effects of increased pre-pubertal nutrient intake (starting post-weaning) on mammary development have long been recognized [7] [8] [9] [10] , and recently [6] confirmed in various studies [11] [12] [13] [14] [15] [16] . Furthermore, the negative effect on mammary development may translate into poorer first lactation performance, as a recent study confirmed that heifers fed at a greater rate produced 14% less milk compared with controls [17] .
It is well-accepted that events occurring pre-weaning can have lasting effects throughout a dairy cow's life [18] . Recent data have indicated that the negative correlation between gain and mammary development may be the opposite in this period to what is observed in the pre-pubertal, post-weaning period [19] [20] [21] [22] . Thus, an enhanced pre-weaning plane of nutrition (targeting greater gains) increases PAR and mammary fat pad (MFP) weight, DNA content of the mammary PAR, and total mammary PAR DNA [23] . Furthermore, increasing pre-weaning average daily gain by 1 kg/d was associated with an increase of 1000 kg or more in milk yield [24] .
The mechanisms by which an increase in plane of nutrition pre-weaning enhances mammary development and consequent first lactation performance remain unclear. Therefore, the objective of this study was to obtain a general and holistic view through high-throughput mRNA sequencing of the mammary MFP and PAR transcriptome in Holstein heifer calves fed two distinct planes of nutrition in the pre-weaning period. By identifying genes altered by the dietary treatment, we could uncover molecular pathways and determine possible mediators of the mammary gland response to pre-weaning plane of nutrition. We hypothesized that an enhanced pre-weaning plane of nutrition positively alters mammary gland transcription by upregulating pathways involved in tissue growth and development. Furthermore, we hypothesized that a higher plane of nutrition could promote the inter-tissue communication between PAR and MFP. The effects of an improved plane of nutrition on general body growth and the development of multiple organs, mammary gland included, are reported elsewhere [23, 25] .
Methods

Animal handling and experiment design
This experiment was conducted under the review and approval of the Virginia Polytechnic Institute and State University (VT) Institutional Animal Care and Use Committee (#14-045-DASC). The experimental design and animal handling were previously described [25] . Briefly, twelve Holstein heifer calves (6.0 ± 2 d old, 39.0 ± 4.4 kg at the time of arrival, and ≥ 5.5 mg/dL of total serum protein) were purchased from a single commercial producer (located~90 miles from campus), brought to the VT Dairy Farm between May and June of 2014), and randomly assigned to two treatments. The control group was fed 0.45 kg/calf of milk replacer (MR) per day containing 20% crude protein (CP) and 20% fat (a restricted MR, R). The accelerated group was fed 1.13 kg of MR per day at 28% CP and 25% fat (an enhanced MR, EH). Starter feed was introduced at the end of week 4 and kept similar between treatments. Milk replacer was reduced in both treatments to 50% at week 8, to induce weaning. All calves were housed individually with ad libitum access to water. At weaning, calves were euthanized and their whole mammary glands were removed, weighed and dissected. A summary of phenotypic responses obtained and already published [25] is presented in Table 1 .
Sample collection and slaughter procedures
A detailed description of sample collection can be found elsewhere [23, 25] . Calves at weaning (8 weeks) were euthanized at VT's Veterinary Facility (approximately 1 mile from their housing) using a commercial phenobarbital solution administered intravenously (Fatal-Plus, 10 mg/kg of BW, Vortech Pharmaceuticals, Dearborn, MI), and subsequently exsanguinated. Pieces of PAR and MFP (~13.0 mg) were sampled from the mammary gland upon removal from the body, frozen by immersion in liquid nitrogen, and stored at − 80°C.
RNA extraction, library construction, and sequencing
Tissue was weighted (PAR,~0.10 g; MFP,~0.20 g), immediately placed in QIAzol Lysis Reagent (cat#79306, Qiagen) (1.20 mL) and homogenized using a Mini-Beadbeater-24 (cat#112011, Biospec Products Inc.) with two 30 s cycles, and 1 min incubation on ice in between the cycles. Samples were then centrifuged for 10 min at 12,000×g and 4°C, and the supernatant was transferred to a separate tube and mixed with Chloroform (cat#C298, Fisher Chemical) (0.24 mL). After centrifugation for 15 min at 12,000×g and 4°C, the aqueous phase was transferred to a new tube, mixed with 100% Ethanol (cat#2701, Decon Labs; 0.90 mL), and total RNA was cleaned using miRNeasy mini kit columns (cat# 217004, Qiagen) following manufacturer's protocols. During purification, genomic DNA was removed using the RNase-Free DNase Set (cat#79254, Qiagen). Quantity and purity were determined using a NanoDrop ND-1000 (NanoDrop Technologies Inc.), while integrity was assessed via a Fragment Analyzer™ (Advance Analytical). All samples had an RQN score greater than 8.0. RNA samples were stored at − 80°C until analysis.
RNA-Seq cDNA libraries were constructed using total RNA isolated from both MFP and PAR sampled at weaning (week 8) slaughter. The Illumina TruSeq Stranded mRNA Sample Prep kit was used for single-end read library construction following the manufacturer's instructions with mRNA enrichment. Complete details of this procedure are available in Additional file 1. Libraries were pooled together and multiplexed across 4 flow cell lanes in the Illumina HiSeq4000 (Illumina Inc., San Diego, CA) platform to obtain an average of 20-30 million reads per sample.
Transcriptome sequencing data processing and statistical analysis
Single-end reads were first filtered using Trimmomatic 0.33 [26] with a minimum quality score of 28 (i.e., base [27] with the quantMode option for gene counts. Further data analysis was conducted using R. 3.2.4 (R Core Team, 2016). Reads uniquely assigned to a gene were used for subsequent analysis. After accounting for high expression genes and library size differences using trimmed mean of M-values normalization in edgeR [28] , genes were filtered if 4 samples did not have > 1 count per million mapped reads. Normalization of reads was conducted using the voom variance stabilization function in limma [29] . Differential expression analysis was conducted in limma using a single factor model which included the main effect of diet (2 levels). Raw P-values were adjusted using the false discovery rate (FDR) method [30] . Differences in transcript profiles (differentially expressed genes, DEG) were considered significant at an FDR-adjusted P < 0.05. The focus of this manuscript is on the overall differences in mammary gland transcriptome in response to the main effect of diet; that is, EH vs R.
Bioinformatics analyses
Kyoto encyclopedia of genes and genomes (KEGG) pathways analysis
The dynamic impact approach (DIA) was used for KEGG pathway analysis of DEG. The detailed methodology of DIA is described elsewhere [31] . Briefly, the whole DEG data set with Entrez gene ID, FDR (< 0.05), fold-change (FC), and P-value (< 0.05) was uploaded to DIA. For the analyses, pathways with a minimum of 30% annotated genes in the transcriptome dataset versus the whole genome, and at least 4 genes were selected. Furthermore, pathways related to KEGG category "Human diseases" and Organismal system subcategories "Digestive system", "Excretory system", and "Sensory system" were not considered as pertinent to the analyzed tissues.
Function analysis and transcription regulator discovery
Ingenuity pathway analysis (IPA) software (https:// www.qiagenbioinformatics.com/products/ingenuity--pathway-analysis/) was used to identify major affected functions and analyze the upstream regulators and their connections with other downstream genes that were differentially expressed. To identify only highly significant functions and upstream regulators, a list of DEG with FC > |1.5| and P-values (< 0.05) was uploaded to IPA, and a core analysis was run using default settings. Functions with p-value < 0.05 and z-score > |2.0| were considered significant, and upstream regulators were considered significant with overlap-P value < 0.05 and z-score > |2.0|.
Tissue interaction and crosstalk
The cross-talk between MFP and PAR was performed using the network capability of IPA as previously described [32] . To highlight how the dietary treatment affects such interactions, DEG (in the EHvsR comparison) considered to code for secreted proteins encompassed the cytokine and growth factor categories, while DEG coding for proteins considered to be receptors that might be able to "sense" the secreted proteins were those in G-protein coupled receptor, ligand-dependent nuclear receptor, transcription regulator, and transmembrane receptor categories. Networks between tissues were built using the IPA Knowledge base. The knowledge base was restricted to tissue and cell line categories "Mammary gland", "Breast cancer cell lines", and "Other cell line" when analyzing the effect of MFP secreted molecules on PAR, or to the categories "Adipose", "Adipocytes", and "Other cell line" when analyzing the effect of PAR secreted molecules on MFP. Furthermore, when analyzing the involvement of infiltrated immune cells in the tissue crosstalk, the categories were limited to "Immune cells", "Immune cell lines", and "Other cell lines", regardless of the direction of the crosstalk.
Real-time qPCR and statistical analysis
The results from RNA-seq were validated via qPCR for a selected panel of genes representing the top most upregulated (n = 4) or downregulated (n = 4) genes within each tissue. Complete details of primer design, qPCR analysis, and performance are available in Additional file 1. Briefly, the qPCR performed was SYBR Green-based, and results were calculated via the 2 -ΔΔCt method. MTG1, PPP1R11, and RPS15A were used as internal controls. Results were subjected to ANOVA and analyzed using repeated measures ANOVA with PROC MIXED within SAS (v9.4). To validate sequencing results, data from each tissue were independently analyzed, and the statistical model included diet as fixed effect. The Kenward-Roger (KR) statement was used for computing the denominator degrees of freedom. Data were considered significant at a P ≤ 0.05 using the PDIFF statement in SAS. The comparison with the RNA sequencing results is reported in Table 2 . 
Results
RNA sequencing and gene expression analyses
KEGG pathway analysis summary
The DIA analysis yields the impact and flux of all the manually-curated pathways included in the KEGG database. The term "impact" refers to the biological importance of a given pathway as a function of the change in expression of genes composing the pathway (proportion of DEG and their magnitude) in response to a treatment, condition, or change in physiological state [31] . Consequently, the direction of the impact, or flux, characterizes the average change in expression as up-regulation/activation, down-regulation/inhibition, or no change.
Feeding an accelerated (EH) compared to a restricted (R) milk replacer pre-weaning had broad effects on the transcriptome (Fig. 2 ). All categories, both metabolic ('Metabolism') and non-metabolic ('Genetic information processing' , 'Environmental information processing' , 'Cellular processes' , and 'Organismal systems'), were impacted and up-regulated (positive flux) in PAR of EH vs R calves, with greatest changes in 'Metabolism' , 'Environmental information processing' , and 'Organismal systems'. Similar changes were observed in the MFP response to pre-weaning plane of nutrition; however, 'Genetic information processing' was the most impacted category, and contrary to PAR, it was down-regulated (negative flux) in EH vs R calves. Furthermore, despite the 'Metabolism' category having a general activation (up-regulation) trend in both tissues, tissue-specific differences could be detected in the fluxes of its subcategories: 'Energy metabolism' (downregulated PAR, upregulated MFP), 'Metabolism of other amino acids' (upregulated PAR, downregulated MFP) and 'Metabolism of terpenoids and polyketides' (upregulated PAR, downregulated MFP). Concerning 'Metabolism of cofactors and vitamins' , despite different fluxes between the tissues (downregulated PAR, upregulated MFP), these were very close to zero, thus, suggesting the lack of a clear up-or down-regulation in both tissues.
KEGG most impacted pathways and IPA functions Mammary parenchyma
The top PAR metabolic and non-metabolic pathways are reported in Fig. 3 , while the complete dataset of results is 'Circulatory system' , 'Development' , 'Endocrine system' , 'Environmental adaptation' , 'Immune system' , 'Nervous system' , 'Signaling molecules and interaction' , 'Signal transduction'. All but 3 pathways were up-regulated in EH vs R: 'Circadian rhythm -mammal' was down-regulated, while 'Calcium signaling pathway' and 'Neuroactive ligand-receptor interaction' had null flux, meaning they are biologically important during the pre-weaning physiological period despite plane of nutrition affecting the direction of flux.
The IPA analysis identified 16 functions as significantly affected by the pre-weaning plane of nutrition, all predicted to be increased in EH rather than R calves. They encompass activities related to cell proliferation, differentiation, and growth, as well as the involvement of the immune system in PAR pre-pubertal development (Fig. 4) .
Mammary fat pad
The top MFP metabolic and non-metabolic pathways are reported in Fig. 5 , while the complete dataset of results is available in Additional file 3. The top-20 metabolic pathways are represented in the categories ' Amino acid metabolism' , 'Carbohydrate metabolism' , 'Glycan biosynthesis and metabolism' , 'Lipid metabolism' , 'Metabolism of cofactors and vitamins' , 'Metabolism of terpenoids and polyketides' , 'Nucleotide metabolism' , and 'Xenobiotics biodegradation and metabolism'. All but 4 pathways were up-regulated in EH vs R: 'Folate biosynthesis' , Metabolism of xenobiotics by cytochrome p450' , and 'Terpenoid backbone biosynthesis' were down-regulated, while 'Nicotinate and nicotinamide metabolism' had a null flux. Among the top-20 non metabolic pathways, the sub-categories were 'Cell communication' , 'Endocrine system' , 'Immune system' , 'Membrane transport' , 'Replication and repair' , 'Signal transduction' , 'Signal molecules and interaction' , 'Translation' , and 'Transport and catabolism'. All but 7 of these pathways were up-regulated in EH vs R: ' Aminoacyl-tRNA biosynthesis' , 'DNA replication' , 'Melanogenesis' , 'Mismatch repair' , 'Ribosome' , and 'RNA transport' were down-regulated, while 'Cell adhesion molecules (CAMs)' had a null flux.
The IPA analysis identified 7 significant functions, 6 predicted to be increased and 1 predicted to be decreased. All the functions were related to immune cell trafficking, invasion, and accumulation (Fig. 6 ).
Up-stream regulators
The upstream regulator analysis generated 1122 and 685 possible regulators in PAR and MFP, respectively. Of these, only 69 (PAR; 58 predicted activated and 11 predicted inhibited) and 32 (MFP; 28 predicted activated and 4 predicted inhibited) were considered significantly involved in the response to plane of nutrition in EH vs R calves. In MFP, 10 (8 predicted activated, 2 predicted inhibited) of the significant upstream regulator were considered biased by IPA due to the skewness of the down-regulated genes toward up-or down-regulation. The full list of upstream regulators is reported in Tables 3 and 4 for PAR and MFP, respectively. Overall, the predicted regulators in both tissues were part of the molecule categories 'chemical -endogenous mammalian' , 'complex' , 'cytokine' , 'group' , 'growth factor' , 'ligand-dependent nuclear receptor' , 'transcription regulator' , 'transmembrane receptor' , and 'others'. Unique to PAR were the categories 'kinase' , 'mature microrna' , and 'microrna' , while 'peptidase' , 'phosphatase' , and 'transporter' were unique to MFP.
Tissue cross-talk
Our analysis identified 14 and 8 up-regulated differentially expressed genes in EH vs R coding for secreted proteins, and 105 and 64 genes coding for possible receptors in PAR and MFP, respectively (Additional file 4). However, after automatic network construction with the IPA knowledge base, only some of these were deemed relevant to the cross-talk between these specific tissues. PAR differentially expressed (EH vs R) genes encoding 3 potentially secreted proteins (PGF, IL1B, IL1RN) which can influence MFP through 12 possible receptors differentially expressed by the latter (Fig. 7) . In contrast, MFP differentially expressed genes encoding 2 potentially secreted proteins (CSF1, TGFB1) that could have influenced PAR through 26 possible differentially expressed receptors (Fig.  8) . When assessing the role of immune cells in the cross-talk between PAR and MFP, 4 PAR (CXCL5, IL1B, CXCL10, and CXCL9) (Fig. 9 ) and 3 MFP (CSF1, NGF, and TGFB1) (Fig. 10 ) differentially expressed protein coding genes were involved in the tissues cross-talk. 
Discussion
Over the past decades, calf nutrition research has focused on developing strategies that facilitate early weaning, delivering a smooth transition from liquid to solid feed. The main focus has been on increasing calf starter intake by reducing milk supply (~10% BW), hence facilitating weaning at 7-8 wk., and possibly improving early rumen development and function [33] . However, recent work revealed poor weight gains, higher risk of disease, abnormal behavior, and a reduction in calf welfare when restricted-feeding strategies are used [33] . In contrast, providing greater quantities of milk or MR improves growth and feed efficiency [33] . Furthermore, conventional MR is composed of 20-22% of crude protein, but calves respond better to increased milk allowance when MR contains higher protein and lower fat (up to 30%, with 15-20% fat) [33] . This feeding strategy has been recently described as "accelerated early nutrition", "accelerated growth", "enhanced nutrition", "intensified nutrition", or "biologically appropriate growth" [34] . The current manuscript compares the effect of a restricted-style management strategy, with an enhanced one on calf parenchyma and mammary fat pad transcriptome.
The mammary parenchyma
The activity of mammary parenchyma
We previously showed that, compared with R, EH calves had greater mammary PAR mass (7.3 fold greater) without changes in PAR composition (e.g. protein or fat concentration) [23] . Furthermore, incorporation of bromo-2′-deoxyuridine indicated greater (6 0% higher) mammary epithelial cell proliferation in EH than R calves, particularly at the terminal end of the developing ducts (terminally ductal units) [35] . There results were both mirrored at a transcriptome level. The IPA-predicted functions highlighted greater proliferation and differentiation activity of PAR cells (e.g. quantity, proliferation, and differentiation of cells; Fig. 4) . The DIA analysis further confirmed the IPA prediction, as greater upregulation of pathways responsible for cell growth, DNA replication and repair, and expression and translation of genetic information was observed. Furthermore, up-regulation of pathways such as 'cell adhesion molecules' , 'ECM-receptor interaction' , 'focal adhesion' , 'gap junction' , and 'adherens junction' illustrate the formation of a cohesive tissue with cell communication and interaction mechanisms in place. Cell-to-cell signaling by contact is a well-known stimulus of cellular proliferation via a PI3K-dependent intracellular signal [36] , a cascade that both DIA and IPA analysis predict to be greatly activated in EH calves.
The dissection of the harvested samples focused on the isolation of the mammary PAR. However, the complex nature of the mammary gland tissue will yield a sample mostly composed of PAR cells, together with a heterogeneous ensemble of other tissue types (e.g., nervous, connective). This heterogeneity was detected by the bioinformatics analysis, supporting the notion that the mammary gland is growing as an organ, rather than just due to the proliferation of PAR cells. In fact, both IPA (Fig. 4) and DIA (e.g. 'axon guidance' pathway, and all nervous system subcategory pathways) analysis highlighted the growth and development of the nervous system. Furthermore, the up-regulation of pathways such as 'renin-angiotensin system' and 'vascular smooth muscle contraction' indicate an increased development of the circulatory system, all supported by the activation of the 'VEGF (vascular endothelial growth factor) signaling pathway' , master regulator of vascular development and of blood and lymphatic vessel function [37] .
Nutrient supply and metabolism
A constant and abundant supply of nutrients to allow for the rapid growth of mammary PAR was ensured by the up-regulation in EH calves of the ' ABC transporters' (ATP binding cassettes transporters), a large family of macro-and micro-nutrients active transporters [38] . At the same time, the up-regulation of 'Endocytosis' and 'Lysozome' pathway allow for the use of extracellular matrix protein (an important alternative source of nutrients) when accessible to cells [39] . Furthermore, the up-regulation of the 'mTOR signaling pathway' and almost all amino acid metabolism pathways would have helped sustain the protein synthesis machinery of the proliferating tissue, which took advantage of the increase intake of protein provided by the EH MR. Further discussion on amino acid metabolism in the PAR can be found in Additional file 5.
Besides amino acids and proteins as building blocks, proliferating cells require a substantial amount of energy to support neo-synthesis of proteins, and their metabolic activity as a whole [40] . The activation of carbohydrate and lipid metabolism pathways suggests a greater flux of carbon through the citric acid cycle to generate ATP. The increased amount of fatty acid intake via MR likely supplied substrate for beta-oxidation to generate energy, including phosphatidylcholine that was degraded though the alpha-linoleic acid metabolism pathway. Overall, despite the potential increase in the flux through the citric acid cycle, thanks to the supply of acetyl-CoA, the activation of 'synthesis and degradation of ketone bodies' suggests a saturation of the cycle's oxidative capacity. The mammary gland of ruminants is, in fact, capable of ketogenesis even under normal/non-ketogenic conditions [41] .
Signaling
The tissue growth observed both phenotypically [23] and at the transcription level was induced by many different, but interrelated, signaling pathways, i.e. MAPK, Hedgehog, Wnt, and Phosphatidylinositol signaling pathway. In all tissues including mammary gland, MAPK plays an important role in complex cellular programs such as proliferation, differentiation, development, transformation, and apoptosis [42] . At least three MAPK families have been characterized: extracellular signal-regulated kinase (ERK), Jun kinase (JNK/SAPK) and p38 MAPK [42] . When feeding a higher plane of nutrition, the pattern of DEG in the pathways and the IPA up-stream regulator analysis revealed up-regulation and activation of all three families. Furthermore, the IPA up-stream regulator analysis predicted the activation of other players in these cascades (i.e., pKa, MEK, Akt; Table 3 ).
The classical Wnt and Hedgehog signaling pathways, both up-regulated in EH calves, have long been known to direct growth and patterning during embryonic development [43] , but their activity in the development of the mammary gland was also observed postnatally [44, 45] . The activation of 'Phosphatidylinositol signaling pathway' in EH calves, together with the predicted activation of the PI3K complex and Akt group by IPA, underscore the influence of the PI3K/Akt cascade in the regulation of cell proliferation and differentiation. Akt integrates a plethora of extracellular signals to generate diverse outcomes, including proliferation, motility, growth, glucose homeostasis, survival, and cell death [46] . It is likely that many transcription factors (TF), or transcription regulators, at the end of these signaling cascades were activated. Despite not having measured the activation of specific TF directly in our experiment, bioinformatics analysis allowed us to predict activation of eight TF, all possible down-stream targets of one or more of the three cascades. Each has a role in cell proliferation and differentiation, and mammary gland development: EGR1 [47] , FOXM1 [48] , MYC [49] , NFKB1 [50] , NOTCH1 [51] , SMAD2 and SMAD3 [52] , and SP1 [53] .
The DIA and the IPA up-stream regulator analysis revealed a spectrum of possible hormones, growth factors, and endogenous chemicals that could have acted as systemic or local mediators of responses linked to the EH MR (e.g., insulin and GH-IGF-1 axis, GnRH, androgen, ANG, EGF, FGF2, NRG1, hyaluronic acid, and tretinoin). A complete discussion of their role and involvement in mediating the nutritional effect of an EH MR can be found in Additional file 5.
Mammary fat pad
Mammary fat pad is essential for development of the secretory epithelium, providing signals that mediate ductal morphogenesis and, probably, alveolar differentiation [54] . As for all other adipose depots of the animal, the adipocytes residing in the MFP are very sensitive to nutritional changes [55] . In the current study, the mass of the MFP increased 5.9-fold when feeding an EH MR [23] . Opposite to PAR, which usually grows via hyperplasia (increasing cell number though proliferation) instead of hypertrophy (increasing cell dimension), the mass of MFP is controlled by a balance of hyperplasia and hypertrophy, due to the presence of proliferating pre-adipocytes and mature adipocytes [56, 57] .
The primary stimulus of adipose tissue growth is dietary energy [58] . In the current study the difference in dietary energy supply between the two groups was substantial, as indicated by the 3-fold greater fat intake of EH vs R calves [25] . Judging by the phenotypic differences in the MFP, this stimulated both tissue hyperplasia (e.g., greater tissue DNA), and hypertrophy (e.g. greater lipid accumulation) in EH heifer calves [23] . Despite some discordance, overall, the transcriptome and bioinformatics analysis support both scenarios. The markedly greater ingestion of lipids would have led to an increase in long-chain fatty acids in the blood. The IPA analysis predicted the involvement of fatty acids and LDL (low density lipoproteins) in the observed patterns of DEG. Fatty acids stimulate preadipocyte proliferation through PPAR-δ (up-regulated in EH vs R) [59] , while LPL stimulates adipocyte differentiation and maturation [60] . The activation of preadipocyte proliferation in the EH calf MFP was also supported by the activation of the 'Insulin signaling pathway' [61] and nucleotide metabolism (purine and pyrimidine). The IPA predicted activation of AGT [62, 63] , PPGF BB [64] , TNF [63] , and F2 and VEGFA [65, 66] , all signaling molecules that have been shown to stimulate this process. Prior to actively accumulating lipid, the pre-adipocyte must differentiate and mature into adipocytes. Several molecules, besides LDL, that induce and enhance this process were predicted to be activated in EH calves: Pkc(s) [67] , Creb (CREB1 in particular in our results) [68, 69] , GH1 [70] , FGF2 [71] , PDGF BB [64] , and PPARG [72] . Furthermore, the TF SMAD7, which blocks premature differentiation [73] , was predicted to be inhibited in response to the EH MR, and Wnt and the 'Wnt signaling pathway' , a cascade known to inhibit commitment to the adipogenic lineage and adipogenesis [74] and to be downregulated by PPARγ [75] , were predicted to be down-regulated.
Once the adipocytes have matured, their metabolism shifts to that of typical adipose tissue, accumulating lipids in their droplets and releasing them when needed [56] . When fed an EH MR, the lipid content of the MFP increased~6 fold [23] . This accumulation was mainly due to storage of excess dietary lipid from long-chain fatty acid uptake, or because of intracellular metabolism of the fatty acids such as desaturation as indicated by the activation of 'Biosynthesis of unsaturated fatty acids' pathway. Previous data [76] showed no effect of pre-weaning plane of nutrition on blood insulin concentration, but the accumulation of lipids in the current study was probably driven by the activation of the insulin cascade, as suggested by the up-regulation of the 'Insulin signaling pathway'. Further discussion on the MPF lipid and energy metabolism can be found in Additional file 5. The transcriptome analysis of both PAR and MFP provided great insights on the effect of pre-weaning nutrition in pre-pubertal mammary development. However, despite gaining a holistic perspective on each of its component, the same perspective is lost when considering the mammary gland as a whole organ. In fact, the two tissues are not separate entities, rather collaborative players in the development of the gland. The PAR expansion is of primary interest for the producer in the context of maximizing future milk production. However, the MFP plays a fundamental role in PAR development [77] . In fact, the MFP, together with its various constituents, facilitates many functions of the gland: (i) it houses a vascular and lymphatic system, (ii) it provides a three-dimensional matrix for growth and expansion of the PAR, and (iii) it functions as a local site for hormone action, the provision of lipids, and growth factor synthesis [77] .
Regarding growth factors potentially released, the MFP from EH heifers tended to secrete more IGF-1 (1.4x; FDR = 0.11), IGFALS (1.7x; FDR = 0.04), FGF-1 (1.8x, FDR = 0.09), and FGF-2 (1.3x; FDR = 0.09). Of these, only FGF-2, a confirmed mitogen in bovine mammary gland [77] , was predicted to be activated by the IPA analysis in both PAR and MFP. Despite IGF-1 not being predicted to be involved in the observed changes in PAR due to EH MR, the up-regulation of its binding proteins IGFALS and IGFBP2, in MFP and PAR, respectively, suggests a possible prolonged effect that might have contributed to the enhanced mammary gland development in EH heifer calves.
Immune cell involvement
Recent studies have illustrated the importance of immune cells and their mediators during the various stages of mammary gland development [78] .
Information about the involvement of immune cells in mammary development using non-ruminant models has been extensively reviewed elsewhere [78] . In these models, immune cells such as eosinophils, mast cells, macrophages and T-cell occupy unique sites during the various stages of mammary gland development where they contribute to a diversity of effector functions. Bovine specific data [79] suggest these cells cluster closely with the terminal ductal units, clusters of ductules arising from large ducts typical of bovine, in the developing bovine mammary gland. The DIA 'Immune system' category, and the IPA canonical pathways (Fig. 6) , upstream regulator analysis (Tables 3 and 4) , and immune-specific networks (Figs. 7, 8, 9 , 10) displayed a substantial involvement of immune-related functions in both tissues. As it is hard to precicely separate the PAR from its surrounding stroma, it is not surprising that expression of immune cell markers for all aformentioned cell-types were detected in both MFP and PAR: CD4 and CD32 (general immune cells marker), CD68 According to a model based on non-ruminant species [78] , mast cells first localize to the stromal regions surrounding the terminal end buds (TEB), bulb-shaped structures that direct the growth of the ducts throughout the rest of the fat pad. Next, macrophages are recruited and migrate and localize to the neck of TEBs, and lastly, eosinophils are recruited to the head of TEBs. Bovine specific data confirm the recuitment of eosinophils at latter stage of early development, while no clear priority between macrophages and mast cells seemed to emerge [79] . As previously shown by differences in marker expression (FCER1A and FCER1G) , a greater number of mast cells can be hypothesized to reside both in the MFP and around the ducts in the PAR of EH calves. The absence of mast cells was shown to reduce TEBs and number of ducts, and ductal length in mouse, suggesting a fundamental role of this immune cell type in mammary gland development [80] . The mechanism of action is still unclear, but mediators Fig. 9 Role of mammary fat pad (yellow) in the tissue cross-talk with mammary parenchyma (blue) in Holstein heifer calves (n = 6/treatment) fed pre-weaning (week 1 to 8 of life) an enhanced (EH) (1.08 kg of powder/head/day, 28.9% crude protein, 26.2% fat, DM basis) or restricted (R; represents the industry standard or control) milk replacer (0.44 kg of powder/calf/day, 20.9% crude protein, 19.8% fat, DM basis). The affected functions in the parenchyma are highlighted at the bottom contained in their granules, such as histamine, and serine proteases and their activating enzyme DPPI (dipeptidyl peptidase I), seem to be involved [80] . Bioinformatics analysis indicated that histamine synthesis might have been enhanced in PAR of EH calves, supporting the role of mast cells in the mediation of the greater mammary gland mass in these calves. Furtermore, the mast cell specific triptase beta 2 (a serine protease) was upregulated (1.8x, FDR = 0.05) in PAR of EH heifer calves.
Together with mast cell, macrophages seem to be the primary immune cell type recruited to the bovine mammary gland [79] . CD68 expression suggested a higher amount in both the MFP and PAR of EH calves, with a tendency for a greater population of anti-inflammatory M2 macrophages in the MFP. Despite being infiltrated in both tissues, the MFP seemed to be primarily responsible for their recruitment. In fact, no changes in the chemokines CCL2 and CX3CL1 were detected in PAR, while they were upregulated (CCL2, 1.9x, FDR = 0.12; CXC3CL1, 1.3x, FDR = 0.05) in MFP of EH heifer calves.
In mice, once recruited by the MFP, macrophages move closer to the neck of the TEBs following the PAR signal through CSF1 (Colony stimulating factor-1), a key player in macrophage proliferation and survival [81] . Here they stimulate ductal elongation through reorganization of surrounding collagen [78] . Indeed, feeding the EH MR increased CSF1 expression in the MFP (1.4x, FDR = 0.01), but not in the PAR, and this molecule was predicted to be part of the tissue cross-talk network as an MFP signal to the PAR. Despite parenchymal tissue being extraneous to the recruitment of monocytes to the mammary gland, EH feeding increases PAR expression of CXCL10 (C-X-C Motif Chemokine Ligand 10), a chemokine able to recruit monocytes [82] . As suggested by the generated tissue crosstalk network, this molecule could have affected the MFP, enhancing monocyte recruitment in the surrounding tissue, or could have worked as a local attractant in the PAR to enhance the migration of macrophages from the MFP to the PAR.
Lastly, as previously reported [79] , the recruitment of eosinophils to the mammary gland can also be hypothesized in the current animals. In fact, in the MFP, but not in PAR, we were able to detect the expression of Fig. 10 Involvement of the immune system in the tissue cross-talk between mammary fat pad (yellow) and mammary parenchyma (blue) in Holstein heifer calves (n = 6/treatment) fed pre-weaning (week 1 to 8 of life) an enhanced (EH) (1.08 kg of powder/calf/day, 28.9% crude protein, 26.2% fat, DM basis) or restricted (R; represents the industry standard or control) milk replacer (0.44 kg of powder/calf/day, 20.9% crude protein, 19.8% fat, DM basis). The affected functions in the parenchyma are highlighted at the bottom EMR1, an eosinophil marker. Despite the lack of difference due to plane of nutrition in the expression of this marker, the MFP of EH calves had an upregulation of eotaxin CCL24 (1.2x, FDR = 0.05), an eosinophil chemoattractant. Furthermore, the IPA predicted the activation of IL5 in the MFP of EH calves. IL5 is a potent eosinophil chemoattractant, which can also increase their activity. In mice lacking either eotaxins or IL5, TEB numbers and ductal branching were impaired [83, 84] . Together with macrophages, eosinophils are a source of TGFβ, a growth factor that not only was predicted to be activated by the IPA in both MFP and PAR, but also was predicted to participate in the crosstalk between MFP and PAR in EH calves. TGFβ might be the primary mediator of eosinophil action on mammary development. This growth factor has an important role in coordinating patterning and growth of the mammary ductal tree, reducing excessive elongation of the single ducts, favoring instead the formation of a complex 3D structure [85] . Besides TGFβ, eosinophils can also release epidermal growth factor (EGF), which supports epithelial cell maintenance during processes of tissue development, repair, and remodeling [78] . EGF was among the predicted activated growth factors involved in the PAR response to an EH MR.
Signs of T-cell infiltration were observed in both PAR and MFP, but differences between nutritional groups were observed only in the PAR, as EH calves had greater expression of CXCL9, a T-cell chemoattractant, and CD3 (subunits ε, 1.3x, FDR = 0.05; and γ, 1.4x, FDR = 0.04), a marker of the T-cell lineage. T helper cell 1 (Th1) cytokines, including IL-2 and interferon-γ (IFNγ), are responsible for directing cell-mediated immunity, including activation of macrophages, while T helper cell 2 (Th2) cytokines such as IL-4, IL-5, IL-6, IL-10, and IL-13 are involved in processes such as matrix deposition and tissue remodeling, all functions needed for mammary gland development [78] . Among these, IL-2, IL-4, IL-5, and INFγ all were predicted to be activated by the IPA, suggesting a role of T-cells in the immune-cell mediated development of the mammary gland induced by an EH MR. Their putative action in the current study was mainly as recruiter and enhancer of the activity of other immune cell types. 
